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zztmtto ntc Btot?zm&oTm&mizifcm\zttirzft&n®&ffl 
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WO 03/104453 



PCT/JP03/07071 



-4- 
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est, mm. mm. &&wzmm®mtez*mm&*^®ntvT%\<E>nx^ 

^fPJKl&^T. W^^tMCback ground antigens) t\t> ffi&(DW£& 

2^^^^43ViT^^^(immunotolerance) t\t. &aaESI#©2ttfc£fc5StK 
(m^m;immunotolerance antigens) Kl^bTWaWKl^fcffiJS^r**^^**^ 
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(naked DNA method) M^it5il^#k hittW^m 

^ft3feiffie»S3- Htsae? ^iA^nfc h 7 >xi?x=y mi* 
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tftiB»l**^ttfe«n'6>a:^*tMft*fc, naked DNA£H>DNA7£^>, 
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8/46777RtfLoiseie>(T.P.Loisel et al.. Nature Biotech. 15: 1300-1304 (199 

7) ) ©aj*n*3. uv-ovT. *m*ttw& >n & *©*»»*#if * - turn* 

#3g9JK:&V>T, mWV'C )V7>£\&ti&£ (budding) tc«fc D«jMilll6**&lktti*^ 

wr, fflv^^-r;i/x©@^^^x, £^;vx©*fm£*Jt&&e>b8e>s*te£5ii 
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/^SOfSiU^V^^^^( Luckow V - A ' and Summers M.D., Virol. 167: 56 

(i988))^e>^iJ^"e^^^#^e>nTv^o 

^#^)o Sfcfc** ±jfi©W098/46777Rm.oiseiea.P.Loisel et al., Nature 
Biotech. 15: 1300-1304 (1997))©^»©*fc, ^*tt»M*3-H««« 

Strehlow£> (D.Strehlow et al., Proc. Natl. Acad. Sci.USA. 97: 4209-421 
4(2000)) ®^CD«fc5^ ^*tt»aK*3-H-r*3te^**Abfclloloney 

filC«feS*S2:tfc*0* M^Jftm^n^Moloney murine leukemia-^ ;V 

^m\zm^^z\^^^^^BM^mvx^u^^^ z\nt>o?5 

mXU. m&ftB&lW&Xte (augment densitygradient centrifuga 
tion)(Albrechtsen et al., J. Virological Methods 28: 245-256 (1990): Hewis 
h et al., J.Virological Methods 7: 223-228 (1983)), -fr-fXUMfcteize exclu 
sion)^OTh^^^^-(Hjorth and Mereno-Lopez, J.Virological Methods 5: 
151-158 (1982); Crooks et al., J.Chrom. 502: 59-68 (1990): Mento S.J. (V 
iagene, Inc.) 1994 Williamsburg Bioprocessing Conference), =E/^n-^-;V 

Sterns? n -xmmisG&mmm*mm vtct yj-r*-**^^?* 
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-(Najayou et al., J. Virological Methods 32: 67-77 (1991); Diaco et al.. 
J. Gen. Virol. 67: 345-351 (1986): Fowler, J. Virological Methods 11: 59-74 
(1986); ^^97/032010), DEAM hif?? ^-(Haruna et al., 

Virology 13: 264-267 (i960) UT»6.nT^«. 

Kite, gp64&Jt*Kfc*rsJia:3W*^v*. gp64te, r^-f ;^«t±K:^:StS63S 
gp64i*9-f ;^©«»a*K:*»^*nT^s. *©fc«>, rt*tt©K 

^©^;K*££^T*>, #^;l<X©«rJIW&*feffl"* , » ^©^B&SfcfcE&fcKL 
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m&n<D?%, &mitiw^xftm?%m&n*^-\ i ?%i&^*#t 

XU. W098/46777, #IB2001-333773RtMoisel 6 (T. P. Loisel et al., Nature 
Biotech. 15: 1300-1304 (1997)) ©fflf/^aD^^M^ffl^rcIIfiSOfi 
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fcmaz, gp64^n- H-r^a^^tr^^^-©^A^<fcoTgp64^^-r 

hlM^ffi^nSo gp64ae^^AL.fch7>X^x-y^^"> 
P^-f JlXXfiLmZft&o g p64^h^>X^ai^^^^^X^gp64^Bndogenou 

sizmm-rzvx. m^tnmx&^em^zMvx^Mnmzu-Dx^^o -D&vm 

h^X^i^y^^^^i^WS. Proc. Natl. Aca 

d. Sci. USA 77:7380-7384(1980)^IB«©^iC^D> Y?>^Vx.-V 2^ 

7,*'&%z£&xi*z>o Mwmizte. B&<Dmfc?*m%mw<D£fimmzmx 
mwzmxnfcT*m&&&nxrcimfc*nm-?z>z.}2\z^x. umt-r^ h 
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T^/M@H^1^5E^^ie>tlT^<g> (k hPepTl : GenBank XM.007063, J.Biol. Chem 
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270(12): 6456-6463 (1995); ^XPepTl : GenBank AF205540, Biochim. Bioph 
ys. Acta. 1492: 145-154 (2000)) . 

JffSbVtfepTlKiU fc hPepTlT&So fc hPepTlte> khfcfi*©*^6f. 
PepTl D ;WX5gS*T?58S**T#* - £ 

-hSttSWTStihPepTK *fc«^fikbPepTnf*S. 4»Tfe, 
-bSt^t^^t hPepTltt«MC#*l^. fchPepTl©h9>;*#-M£ 
tttt, »*«firtKl*DaWfflftiMttbT««*rs^t*«Tf*S. PepTlte 
sf ij ~> £ l^XM X> Z if Z h WM £ tlX V* 3 . if U S^Hf ;V 

n^XDJ&D £*fci, [ ,4 C] ^JHf;V3 offfflts 

tbPepTi«mjt ^;w*K*«*Kfc£> 

SbVi. ^-r;i/XJ^-h^S$-&fePepT10h7>7.^-b«&^ CH-H'*** 
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te-Buffered SalIne)*^Aa*«Ta3aiC**» W»bfcfe©fc#b, ffiM 

-Tiiwtffiv^ns. io«u<wu »^»a (m^jm) ©a*^ 
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fcfcjLtfSJW^^ >e>t«fcoT?S^$^lTViS(Galfre, G. and Mils tein, C, 
Methods Enzymol. (1981) 73, 3-46). 

TllR^nS. I^ltttTH fctAtf, HATigjtig: (fc:#*1*->^>. T 
fro. 

^©trC#^^9IIS^M^ (oncogene) ^#-f ;l/7.&££JB^£ £ D^F 
x^x * >r > A-^-r (EBV) & £ £/B V> £ H £^#3 . 

(#J*-fc£. Borrebaeck, C. A. K. and 
Larrick, J. W., THERAPEUTIC MONOCLONAL ANTIBODIES, Published in the Unite 
d Kingdom by MACMILLAN PUBLISHERS LTD, 1990 #M)» ffl&*^ft#Kk 
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,T±V». fcfcfctf, tWWWt-fcbTtt, Fab, F(ab*)2, FvX^SMt^MOFv 
Srjg^&D — T^^-frfe>'>W^^'1'>Fv(scFv) (Huston, J. S. et a 
1., Proc. Natl. Acad. Sci. U.S.A. (1988) 85, 5879-5883) fimtf*>n%o JM£ 

(0»J*.fc£. Co, M. S. et al., J. Immunol. (1994) 152, 2968-2976 ; B 
etter, M. and Horwitz, A. H. , Methods Enzymol. (1989) 178, 476-496 ; Pluc 
kthun, A. and Skerra, A., Methods Enzymol. (1989) 178, 497-515 ; Lamoyi, 
E., Methods Enzymol. (1986) 121, 652-663 ; Rousseaux, J. et al., Methods 
Enzymol. (1986) 121, 663-669 ; Bird, R. E. and Walker, B. W., Trends Biot 
echnol. (1991) 9, 132-137#$Oo 

^wmmm^x. #ux^ix>^un-;v (peg) m^n^t^vr^ 

nz>o z.(D&5um*-mmm*&z>\z.\z. n^nr^mmzit^mumm^mr^ 
£\z&-?Tnz>z\twvzz>o z.n^(Djjm$z.(Dftmiz&uxmzm±L-£nx 

caMfttttHftiHmo 93/12227, wo 92/03918, 

WO 94/02602, W0 94/25585, WO 96/34096, W0 96/33735#JM) „ 
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5. 

r££x\tt*7ffimz. fti$zm®<D$i&v>nm. tekitmrnommmmt. th 

kbSHbtfCteteU H«ri6 (reshaped) k htt#£fc»£ttSBfc^#*T?fc*. 
th^btn:#:«, ^»j%a5l€(Djn:#:©ffiffi'|t^^ (CDR; complementarity 
determining region) k hifi#©ffi«ttife^H«^tef"S £ t\Z &-oXm 

MWttt, T^SiteOCDR^k V1$m<D7V— A7— (framework re 
gion;FR) *aBBrT*J:5 £^§rbfcDNABB?«J£> ^dSWPfc^"*— /X— 5y 

§ (KW#WfflBI^§B#^BP 239400 , S^fFffi^PB#^W0 96/02576#$O . 

/^Srfi^bTfeckVi (Sato, K.et al., Cancer Res. (1993) 53, 851-856) . 
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(Antibodies : A Laboratory Manual. Ed Harlow and David Lane, Co 
Id Spring Harbor Laboratory, 1988) . ±m~T?%*>nTcirifc<DMmZ. Wt&V 
ftfc ^t^-mm^^M^M^.^ (Enzyme- linked immunosorbent assay ; ELI 

itT, Hyper D, P0R0S, Sepharose F. F. (Pharmacia)^^l-f £>n3. 

ffi^D7b^7^- iRjU^D^h^^—^^Sn* (Strategies for 
Protein Purification and Characterization : A Laboratory Course Manual. 
Ed Daniel R. Marshak et al., Cold Spring Harbor Laboratory Press, 1996) „ 
Z\nt><DS7W?h.tf7 7s(~-\t8PlC. FPLCH^ffi^D^h^^^^-^ffl^T 
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mm<DffiMtz.mw 

0411 FounderT^X^^^^r^-r^^T^'&o 

i6H Anti-Mouse IgGfcJ:*9x^^>^P?/ h«WfOtS***t«T?* 

gp64TgM: b7>^^xr:«^7^ wtBALB/c:non-h^>X> ? ai^^^^^^ 
H7tt, Anti-Mouse IgM^<J;S^xX^>^Diy h*Wr©tt**j* , rWt"e* 

So 

gp64TgM: h^>X>*x— yWVT*. wtBALB/c:non- h ^Xv'zc— y#-?V7> 
(±) T^X#K (T) T^7,#2 

g|9lt 08 traC^Ofi*&StHT?»5. <-b> *^**3, (T) irt# 

teftaiBS ns ©t^^o 

gp64(DmS@2^l^@3^J#-^ : 3£, £fcgp645tfe J ?K:i;oT:=i — H^tlSTS 
/MSB^miB^Wt : 4td^T (GenBank Acc No. 9627742) . gp64<DjH5 r PI3?>l 
bBcoRIRSBffi^£K0ZAKE^&5 , ^icW-r^S' primer 64F1 (@B^iJ# 
^: 1) tEcoRI^gB^J&S'^^-r^S' primer 64R1 (ia?0#^ : 2) 
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V> (01&J;OT2) , KTO^TPCR^ffofeo 

P(aRJfcM«©ttfctt* xlO ExTaq buffer 5mL, ExTaqttJgdNTP 4mL, IOmboI 
e/L 64F1 1/zL, lO/tmole/L 64R1 l^L, 500 pg/^L pBac-N-blue 1/iL, 5 unit/ 
III ExTaq 0.6/4.. diw 37.5tfL£Ufco 5r>Xtt*©t*OT?»*. 

94*C 5min 

(94*C 15sec, 57"C 30sec, 72*C 30sec) x 25 cycles — 
72*C 7min. -»• 
4^ forever 

Jfilii$nfeA>r i ^pGEM-TeasylCit^P-^>^ E.coli DH5a£h^> 
X7*-Abfc. T7*«fc^SP6^-rv-&fflV>Tcolony PCRftffV^ -f>U— h 
#s?KRS*lfc^n— >&JB^TABI Prism377 DNA sequencer tBigDye Cycle Sequ 
ence ki t £17^5^ T-**^J4SP6^-f ^-fc<k D *t*BB*»J£#M*r V @ W©« 

V^fc*«Bbfcgp64ftTO*fH"*EcoRIfcJ:D«IDmb, Ri;<BcoRI*y hU 
fcpCAGGSlfcJfAU E.coli DH5 a h >^7t~Alfc. KfHi D © * D - > 
£250 iaL<DlB®M*m\<MX:-e-immV. Endofree MAX I kit^rffiViT*S^b58 

2) st^OSX 

^>^x^5>3>fflDNA:77^>M3u 2fc©£-5fc:bTW»b;fc. **Tgp64* 
GrPfcft AbfcpCAGGS^*~(pCAG-gp64 ;03)$, SalU3«fcl*Pstnr*tt«bfc 
ft, gp64«CT*^tPWM-CW3.8kb)*«t)Wbfc- t©«H-GB3.8kb)*, Gel E 
xtractionKit (QIAGEN) DEPRU 3ng/tf lfc&**'5lCPBS-CWibT'f 

frt^ *-fBALB/c*l|T^X(B*^^7)fc5 Lu©P1ISGftJMl*3«4s 
B#F^5 i.u©hCG^^S#TSCt^<fcoT, jl&MLBUfc. JUDITH 
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mmw^SLAvtc tv-yz-f'T* ywmmmm , 190-207 200 

0) o DNAy^^^>h^3730©BALB/cjffi^aXb> IS, 2MJ8£fS£UW 
£K216<@£> ^^101©^]Il(D0^>t«!l^fcDlOTO^ (1E&«20» 

bsm«w^i±fco m$k*mi\z.*htbfro wMcDMfrfimzn. *(do%o\ 

T^ofeo £TF> SIDf^tSn^^T. ^Founder tlB^-T^o 



^1 













wm.t$> cf) 


Founder 


1st 


59/63 


55 


20 


9 (4, 5) 


9 (4, 5) 


0 


2nd 


186/223 


161 


57 


26 (13, 13) 


25 (13, 12) 


d*3 


3rd 


61/87 


56 


35 


15 (9, 6) 


15 (9, 6) 


! cTl 


Total 


306/373 


216 


107 


50 (25, 25) 


49 (25, 24) 


c?4 



Founder U±XW^^7.X. dtie>4^-T XDfH2?-( > (No. 30, No. 31) 

^ti^enm. imcomfr m~?vx) ^#e>n^ 0 #£nfcFi^7.<£>«Gr?M 

Mtif&ft-ofch^Z. 7-r>30-t?«Tgm^3^J#fibT43«9, gp64it^0^itt^ 

3»Sg£n&V^£SI<E>^;* (non-Tgm) Xft-otzZ. tfrZ. ^< >31<DFounde 

^-f>34, 460Founder^XteSimB&as&<, g#a*#e>*l&:frofco 
>30<3DFounderT^X^^>V^X'b, ^lagf^It^©!^©^^^^;* 
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S2 





I . /J 1— J 


1-1-./J J 




Tg) 




30 


010709 




lOHtntf- 


010926 


?3, cfl 


£3 




31 


010709 




2-3nkf— 


010927 


$3, cf5 


0 




011022 


c?2 


0 


011108 


£4, c?6 


0 


34 


010709 


<f 


2-33 fcf— 


b 








46 


010821 




2-3=3 fcf— 











.^---e, #£1^t£fT5£:gK ^-f>30, 34> 46 ©Founder^? V X<Dffi^WM& 

3) SMot^©!*® 
3jl#{C^ofe^TT^X©S^6>DNA^, ^m^Ib^ii^e (KURABO) £JB 

y^nyhmz&zmX&fcTO 1 ^^ l5Mg©genome DNA^rEcoRlMa, WWj 
3-^u>*>7U>^h7>^7T — l<, EcoRI^31UfcpCAG-gp64^^37— 
<Z)gp64£^tr£jl . 5kb©WfM-*^D - ^Klffl h7>77 t— 07cDNA<hA^ ^ 
U^-f X^it^ei^fc^DfT-ofeo ^fc^J100ng©DNA^>^W h£b, 
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■fe^^-r^— 64Fi (IB^iJ#^-: 1) : 
GAATTCCACCATGGTAAGCGCTATTGTT 

yy^ty^zfy^^— 64R1 (ia^J#-^ : 2) : 

GAATTCTTAATATTGTCTATTACGGT 
94*0 5min -+ 

(UX: 15sec, 57^ 30sec, 72*C 30sec) x 35 cycles -* 
72*C 7min 
4*C forever 

4) gp64Tgm£:mt£gp64»^<^fWtB& 

gp64»^O^^^a»««T?*fc9-f >30CDFounder^^X^*5^T, 
;-jf>^. ; hfeKL«fcoTgp64it^?©5SSS*BU«:. Total RNA£, ISOGEN 

£fflV>T, M, »L /J* ^H^O4Ji^J;0lHl«Rbfeo 20 
MgOtotal RNA£«ft*ttU t-fn^>^>^h9>^77-bft. EcoRI 
^abfcpCAfi-gp64^^^-©gp64^tt»1.5kb©llf>^*^0— ^tbfc. 

5) >30«Tgn©*JWB C7#X<Z>3S@B) 

^■(D^m. 3E©Fll!t^X^£#2jg<DM% £-frT3 1E(*14> cfl7)©^ 

ff (F2) tmznrz (*s) . #&nfc*fr©«« i«s <?9) angre 
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^3 









(non-tg) 


mfif^c (Tg) 




1 


2 




£l c?6 




2 


2 


£4 c?3 


?2 d*l 




3 


2 


£2 <?4 


¥2 c?2 



6) PepTl^ffi^/^:in^-f;VX<Dpaia 

fc 0 PepTl«, PepTl©*36tt&*n?* 
3 (GenBank XM 007063, J.Biol. Chem. 270(12): 6456-6463 (1995)), 

^cok bPepTl$tfe? : SpBlueBacHis2A (Invitrogen) icjf At"£ £ £T h^>7. 
:7T _^^-pBlueBacHis-PepTl£f1^b£:^ Bac-N-Blue transfection kit 
(Invitrogen) SJB^TBac-N-Blue DNAt*K:h7>^7T-^^-&Sf9*IHJS 
^A-rs^tTthPepTl^fflmil^^^^^^^o BPt>, 4/*g©pBlu 
e BacHis-PepTl£rBac-N-Blue DNAlcinx., £ iblClmLOGrace' s^(GIBCO) 20/*L<D 
Cell FECTIIlK*&Jin*.. MfnU ^ffl*ri5^IHI»*U/t«, Grace* sftfl&TfllHRfc 
#Lfc2X10MB©Sf9ifflll&fc«^Ufc. ^T?4P#M#«Ufc«» $e»^2mL©^ 
^(lO%^7^]«Jfl?»(Sigma1±m), 100units/mL©^~->U >> Rm00/zg/mL 
* hl/^bT-f > (GIBCO-BRL^fclS) Sr^tf Grace' slgifc) SritJ^ 27 < C^«Ufco 

t hPepTl*^t-.Sffi^M^^Jl/^©il»ttKT©<fc"5 t^Tffofc. *T^t> 
xiOV»L)ia(3fe3*fc. 27'CT?3BIKfflf*b&*. *^*800xrC15*HRMK> 
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^StitgteDc Protein Assay kit (Bio-Rad) SrfflV^ BSA£^*P#I fc LT8856b 

7) *?V7*<0$iM 

TiWa >^^bfc^M ; £:^T^#bT^bfco «0lstffc8E*«lmg/mic 
eT, 20^«E*»O.5mg/Bice4:bfc. *fc20#fc«Ett»Iil^fcffi^614BaiCff'o/t. 

8) Western b\oUz£Z>gpM\Z*rtZ> hl/^>7>©*Sf§ 

pepTl-BV£12* Gel^ffl^iTlMg/laneTj§7C^#TSDS-PAGE^fTofeo SfrWj^P 

l/1000^Biotin-Anti-Mouse IgG(r ) (Zymed) <hStreptavidin-Alka 
linPhosphatase(Zymed)£S*££ii:fc. MCT*U*77 7^-t^M^ h 
tf-*^) *ffiV>Tfrofc. gp64^mffl©^ttn > b n-^StmaNOVAGBNA^MI 

*8*&B 6 fc^f. Anti-Mouse IgG^^^^-feT^non-b^^v'xX^^T 
^T.T«2EE^ *>3£< JfefiSnt^fc. — ^gp64 b 5 >X^x^7^^")XTtt3 
EE fc %gp64^i;£fc©©^&©^W3:^< , #tgp64#i#ft^non- b?>^ 
x .-y^^0X\zit^m^ / PU^^t^mm^tlTc o Anti-Mouse IgMfc.fc&lfe'fe 
Tfcfcnon- b 9 >XS?ai— y ^^9X36«2ESt 8S6*nW*©fc«U gp64 

(07) . 

8) gp64TgM££StiipepTl&#f£§Sl 
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IO[U^kmT<£#JH-efTofco pepTl-BV lmgRtfpertussis toxin lOOng^A 

ofcPBs 2ooML*^T«-^ufc. 2mu&M<o^m^s\zmmvrci>em-m 0.5 
mmmrn^em^^x^Mmm (skmzm-vem trt £Ba/F3 

miOO/zL^Jn^-. on iceT?30aiHEJ&£iir&. 500tfL©PBS*TriERJia*flk PBST20 
^0iRbfe^*5OOML(DPBStC^U> FACSfc<fc *)#P#r 5IsI^E«©FACS 

/F3-pepTUIBll&©*S*&^*Sl^^*:» 
K±©IS*«k 0 . pepTl-BV^^bfc^^XOJiil^f+OpepTl^faWICfarrs 
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**W©«*fMWratt* ft#ftffl^fcJWa»©«««Wrt»*W. surest 
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(a) m wijim. t mmmm^ts %Mm*mm-t % ig, 

(c) (a) OD^M^ (b) (D Y ? >X>^- y MaW^-Tr^X^ & J: 

(d) h^>X^x^^y^#ti M!jWe,^6i:M^T^4n;^^m-r^X@ 

7 . ^WmM^mSfiK-ea5SM^4 tf3m^»^o 

8 . mm.ifcUi$f®M^$>z>m$!M 6 icsBi^^. 

9. h»tl^v^XT*^>W^4lC|B^(D^o 

i o . mh&s i~9 <D\,^nfr\zmm(»jjmz& vfcm-zntdfcw. 

1 3. ^-r^X^A'^^D^-r^^^^W^l 2^fB^©h^>X> J ai- 
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1 4. )ix&$:m : m&n&gi>M!?&z>m?m. i 3 *ciem<o#b htm. 

19. ^©xe*^tr» PepTifc:^t**tft#©«K2L*S. 

c) A^^P^<;VXCDMSeMgp64^3-F-r^jte : ?*^^^ 

d) c) CDh5>^S?i-y^#kM!iftCl)) ©m#»M;i/X*fcr*Pep 
Tl*&r»©»frS«f#Mfc^T3X& 
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m^m^r : 3 

atg gta age get att gtt 
Jtet Val Ser Ala He Val 
* — ► : 4 



EcoRI-|KOZAK-| 

g aat tec ace 
Asn Ser Thr 

tta tat gtg ctt ttg gcg gcg gcg gcg cat 
Leu Tyr Val Leu Leu Ala Ala Ala Ala His 



0 

48 



64F1/ : 1 

tct gec ttt gcg gcg gag cac tgc aac gcg caa atg aag acg ggt ccg 
Ser Ala Phe Ala Ala Glu His Cys Asn Ala Gin Met Lys Thr Gly Pro 

tac aag att aaa aac ttg gac att acc ccg ccc aag gaa acg ctg caa 
Tyr Lys He Lys Asn Leu Asp He Thr Pro Pro Lys Glu Thr Leu Gin 

aag gac gtg gaa ate acc ate gtg gag acg gac tac aac gaa aac gtg 
Lys Asp Val Glu He Thr He Val Glu Thr Asp Tyr Asn Glu Asn Val 

att ate ggc tac aag ggg tac tac cag gcg tat gcg tac aac ggc ggc 
He He Gly Tyr Lys Gly Tyr Tyr Gin Ala Tyr Ala Tyr Asn Gly Gly 

teg ctg gat ccc aac aca cgc gtc gaa gaa acc atg aaa acg ctg aat 
Ser Leu Asp Pro Asn Thr Arg Val Glu Glu Thr Met Lys Thr Leu Asn 

gtg ggc aaa gag gat ttg ctt atg tgg age ate agg cag cag tgc gag 
Val Gly Lys Glu Asp Leu Leu Met Trp Ser He Arg Gin Gin Cys Glu 

gtg ggc gaa gag ctg ate gac cgt tgg ggc agt gac age gac gac tgt 
Val Gly Glu Glu Leu He Asp Arg Trp Gly Ser Asp Ser Asp Asp Cys 

ttt cgc gac aac gag ggc cgc ggc cag tgg gtc aaa ggc aaa gag ttg 
Phe Arg Asp Asn Glu Gly Arg Gly Gin Trp Val Lys Gly Lys Glu Leu 

gtg aag egg cag aat aac aat cac ttt gcg cac cac acg tgc aac aaa 
Val Lys Arg Gin Asn Asn Asn His Phe Ala His His Thr Cys Asn Lys 

teg tgg cga tgc ggc att tec act teg aaa atg tac age agg etc gag 
Ser Trp Arg Cys Gly He Ser Thr Ser Lys Met Tyr Ser Arg Leu Glu 

tgc cag gac gac acg gac gag tgc cag gta tac att ttg gac get gag 
Cys Gin Asp Asp Thr Asp Glu Cys Gin Val Tyr He Leu Asp Ala Glu 

ggc aac ccc ate aac gtg acc gtg gac act gtg ctt cat cga gac ggc 
Gly Asn Pro He Asn Val Thr Val Asp Thr Val Leu His Arg Asp Gly 

gtg agt atg att etc aaa caa aag tct acg ttc acc acg cgc caa ata 
Val Ser Met lie Leu Lys Gin Lys Ser Thr Phe Thr Thr Arg Gin lie 

aaa get gcg tgt ctg etc att aaa gat gac aaa aat aac ccc gag teg 
Lys Ala Ala Cys Leu Leu He Lys Asp Asp Lys Asn Asn Pro Glu Ser 

gtg aca cgc gaa cac tgt ttg att gac aat gat ata tat gat ctt tct 
Val Thr Arg Glu His Cys Leu He Asp Asn Asp He Tyr Asp Leu Ser 

aaa aac acg tgg aac tgc aag ttt aac aga tgc att aaa cgc aaa gtc 
Lys Asn Thr Trp Asn Cys Lys Phe Asn Arg Cys He Lys Arg Lys_V al_ 



96 

144 

192 

240 

288 

336 

384 

432 

480. 

528 

576 

624 

672 

720 

768 

816 
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gag cac cga gtc aag aag egg ccg ccc act tgg cgc cac aac gtt aga 
Glu His Arg Val Lys Lys Arg Pro Pro Thr Trp Arg His Asn Val Arg 

gec aag tac aca gag gga gac act gec acc aaa ggc gac ctg atg cat 
Ala Lys Tyr Thr Glu Gly Asp Thr Ala Thr Lys Gly Asp Leu Met His 

att caa gag gag ctg atg tac gaa aac gat ttg ctg aaa atg aac att 
He Gin Glu Glu Leu Met Tyr Glu Asn Asp Leu Leu Lys Met Asn He 

gag ctg atg cat gcg cac ate aac aag eta aac aat atg ctg cac gac 
Glu Leu Met His Ala His He Asn Lys Leu Asn Asn Met Leu His Asp 

ctg ata gtc tec gtg gec aag gtg gac gag cgt ttg att ggc aat etc 
Leu He Val Ser Val Ala Lys Val Asp Glu Arg Leu He Gly Asn Leu 

atg aac aac tct gtt tct tea aca ttt ttg teg gac gac acg ttt ttg 
Met Asn Asn Ser Val Ser Ser Thr Phe Leu Ser Asp Asp Thr Phe Leu 

ctg atg ccg tgc acc aat ccg ccg gca cac acc agt aat tgc tac aac 
Leu Met Pro Cys Thr Asn Pro Pro Ala His Thr Ser Asn Cys Tyr Asn 

aac age ate tac aaa gaa ggg cgt tgg gtg gec aac acg gac teg teg 
Asn Ser lie Tyr Lys Glu Gly Arg Trp Val Ala Asn Thr Asp Ser Ser 

caa tgc ata gat ttt age aac tac aag gaa eta gca att gac gac gac 
Gin Cys He Asp Phe Ser Asn Tyr Lys Glu Leu Ala He Asp Asp Asp 

gtc gag ttt tgg ate ccg acc ate ggc aac acg acc tat cac gac agt 
Val Glu Phe Trp He Pro Thr He Gly Asn Thr Thr Tyr His Asp Ser 

tgg aaa gat gee age ggc tgg teg ttt att gee caa caa aaa age aac 
Trp Lys Asp Ala Ser Gly Trp Ser Phe He Ala Gin Gin Lys Ser Asn 

etc ata acc acc atg gag aac acc aag ttt ggc ggc gtc ggc acc agt 
Leu lie Thr Thr Met Glu Asn Thr Lys Phe Gly Gly Val Gly Thr Ser 

ctg age gac ate act tec atg get gaa ggc gaa ttg gee get aaa ttg 
Leu Ser Asp He Thr Ser Met Ala Glu Gly Glu Leu Ala Ala Lys Leu 

act teg ttc atg ttt ggt cat gta gtt aac ttt gta att ata tta att 
Thr Ser Phe Met Phe Gly His Val Val Asn Phe Val He He Leu He 

unm^r : 3+ — 

gtg att tta ttt ttg tac tgt atg att aga aac cgt aat aga caa tat 1536 
Val He Leu Phe Leu Tyr Cys Met He Arg ^sn Arg Asn Arg^Gln^Tyr 



864 

912 

960 

1008 

1056 

1104 

1152 

1200 

1248 

1296 

1344 

1392 

1440 

1488 



64R1/ @B#J#-i§ : 2 



r 



EcoRI 



taa gaa ttc 
* Glu Phe 
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Sall(l) 

SnaBI(357) 
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21.3k — 
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21.3k — 
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m9 




1000 
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1/1 0 

SEQUENCE LISTING 

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> A method for producing the antibody 

<130> C1-A0210Y1P 

<140> 
<141> 

<150> JP 2002-164834 

<151> 2002-06-05 

<150> JP 2002-180351 
<151> 2002-06-20 

<160> 4 

<170> Patentln Ver. 2. 1 

<210> 1 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer sequence 

<400> 1 

gaattccacc atggtaagcg ctattgtt 



<210> 2 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:an artificially 
synthesized primer sequence 

<400> 2 

gaattcttaa tattgtctat tacggt 



<210> 3 
<211> 1539 
<212> DNA 
<213> Baculovirus 
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<220> 

<221> CDS 

<222> (1).. (1539) 



<400> 3 

atg gta age get att gtt tta tat gtg ctt ttg gcg gcg gcg gcg cat 
Met Val Ser Ala lie Val Leu Tyr Val Leu Leu Ala Ala Ala Ala His 
15 10 15 



48 



tct gec ttt gcg gcg gag cac tgc aac gcg caa atg aag acg ggt ccg 96 
Ser Ala Phe Ala Ala Glu His Cys Asn Ala Gin Met Lys Thr Gly Pro 
20 25 30 



tac aag att aaa aac ttg gac att acc ccg ccc aag gaa acg ctg caa 
Tyr Lys He Lys Asn Leu Asp He Thr Pro Pro Lys Glu Thr Leu Gin 
35 40 45 



144 



aag gac gtg gaa ate acc ate gtg gag acg gac tac aac gaa aac gtg 
Lys Asp Val Glu lie Thr He Val Glu Thr Asp Tyr Asn Glu Asn Val 
50 55 60 



192 



att ate ggc tac aag ggg tac tac cag gcg tat gcg tac aac ggc ggc 240 
He He Gly Tyr Lys Gly Tyr Tyr Gin Ala Tyr Ala Tyr Asn Gly Gly 
65 70 75 80 



teg ctg gat ccc aac aca cgc gtc gaa gaa acc atg aaa acg ctg aat 



288 
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Ser Leu Asp Pro Asn Thr Arg Val Glu Glu Thr Met Lys Thr Leu Asn 
85 90 95 

gtg ggc aaa gag gat ttg ctt atg tgg age ate agg cag cag tgc gag 336 
Val Gly Lys Glu Asp Leu Leu Met Trp Ser lie Arg Gin Gin Cys Glu 
100 105 HO 



384 



gtg ggc gaa gag ctg ate gac cgt tgg ggc agt gac age gac gac tgt 
Val Gly Glu Glu Leu He Asp Arg Trp Gly Ser Asp Ser Asp Asp Cys 
115 120 125 



ttt cgc gac aac gag ggc cgc ggc cag tgg gtc aaa ggc aaa gag ttg 432 
Phe Arg Asp Asn Glu Gly Arg Gly Gin Trp Val Lys Gly Lys Glu Leu 
130 135 140 

gtg aag egg cag aat aac aat cac ttt gcg cac cac acg tgc aac aaa 480 
Val Lys Arg Gin Asn Asn Asn His Phe Ala His His Thr Cys Asn Lys 
145 150 155 160 



teg tgg cga tgc ggc att tec act teg aaa atg tac age agg etc gag 
Ser Trp Arg Cys Gly He Ser Thr Ser Lys Met Tyr Ser Arg Leu Glu 
165 170 175 



528 



tgc cag gac gac acg gac gag tgc cag gta tac att ttg gac get gag 
Cys Gin Asp Asp Thr Asp Glu Cys Gin Val Tyr He Leu Asp Ala Glu 
180 185 190 



576 
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ggc aac ccc ate aac gtg acc gtg gac act gtg ctt cat cga gac ggc 624 
Gly Asa Pro He Asn Val Thr Val Asp Thr Val Leu His Arg Asp Gly 
195 200 205 



gtg agt atg att etc aaa caa aag tct acg ttc acc acg cgc caa ata 
Val Ser Met He Leu Lys Gin Lys Ser Thr Phe Thr Thr Arg Gin He 
2io 215 220 



672 



aaa get gcg tgt ctg etc att aaa gat gac aaa aat aac ccc gag teg 720 
Lys Ala Ala Cys Leu Leu lie Lys Asp Asp Lys Asn Asn Pro Glu Ser 
225 230 235 240 



gtg aca cgc gaa cac tgt ttg att gac aat gat ata tat gat ctt tct 
Val Thr Arg Glu His Cys Leu He Asp Asn Asp He Tyr Asp Leu Ser 
245 250 255 



768 



aaa aac acg tgg aac tgc aag ttt aac aga tgc att aaa cgc aaa gtc 816 
Lys Asn Thr Trp Asn Cys Lys Phe Asn Arg Cys He Lys Arg Lys Val 
260 265 270 



gag cac cga gtc aag aag egg ccg ccc act tgg cgc cac aac gtt aga 864 
Glu His Arg Val Lys Lys Arg Pro Pro Thr Trp Arg His Asn Val Arg 
275 280 285 

gec aag tac aca gag gga gac act gee acc aaa ggc gac ctg atg cat 912 
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Ala Lys Tyr Thr Glu Gly Asp Thr Ala Thr Lys Gly Asp Leu Met His 
290 295 300 



960 



1008 



1056 



att caa gag gag ctg atg tac gaa aac gat ttg ctg aaa atg aac att 
He Gin Glu Glu Leu Met Tyr Glu Asn Asp Leu Leu Lys Met Asn He 
305 310 315 320 

gag ctg atg cat gcg cac ate aac aag eta aac aat atg ctg cac gac 
Glu Leu Met His Ala His He Asn Lys Leu Asn Asn Met Leu His Asp 
325 330 335 

ctg ata gtc tec gtg gec aag gtg gac gag cgt ttg att ggc aat etc 
Leu lie Val Ser Val Ala Lys Val Asp Glu Arg Leu He Gly Asn Leu 
340 345 350 



atg aac aac tct gtt tct tea aca ttt ttg teg gac gac acg ttt ttg 1104 
Met Asn Asn Ser Val Ser Ser Thr Phe Leu Ser Asp Asp Thr Phe Leu 
355 360 365 

ctg atg ccg tgc acc aat ccg ccg gca cac acc agt aat tgc tac aac 1152 
Leu Met Pro Cys Thr Asn Pro Pro Ala His Thr Ser Asn Cys Tyr Asn 
370 375 380 

aac age ate tac aaa gaa ggg cgt tgg gtg gec aac acg gac teg teg 1200 
Asn Ser He Tyr Lys Glu Gly Arg Trp Val Ala Asn Thr Asp Ser Ser 
385 390 395 400 
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caa tgc ata gat ttt age aac tac aag gaa eta gca att gac gac gac 1248 
Gin Cys He Asp Phe Ser Asn Tyr Lys Glu Leu Ala He Asp Asp Asp 
405 410 415 



gtc gag ttt tgg ate ccg ace ate ggc aac acg ace tat cac gac agt 
Val Glu Phe Trp He Pro Thr He Gly Asn Thr Thr Tyr His Asp Ser 
420 425 430 



1296 



tgg aaa gat gec age ggc tgg teg ttt att gee caa caa aaa age aac 1344 
Trp Lys Asp Ala Ser Gly Trp Ser Phe He Ala Gin Gin Lys Ser Asn 
435 440 445 



etc ata acc ace atg gag aac acc aag ttt ggc ggc gtc ggc acc agt 
Leu He Thr Thr Met Glu Asn Thr Lys Phe Gly Gly Val Gly Thr Ser 
450 455 460 



1392 



ctg age gac ate act tec atg get gaa ggc gaa ttg gee get aaa ttg 1440 
Leu Ser Asp He Thr Ser Met Ala Glu Gly Glu Leu Ala Ala Lys Leu 
465 470 475 480 



act teg ttc atg ttt ggt cat gta gtt aac ttt gta att ata tta att 
Thr Ser Phe Met Phe Gly His Val Val Asn Phe Val He He Leu lie 
485 490 495 



1488 



gtg att tta ttt ttg tac tgt atg att aga aac cgt aat aga caa 



1536 
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Val He Leu Phe Leu Tyr Cys Met He Arg Asn Arg Asn Arg Gin Tyr 
500 505 510 

1539 

taa 



<210> 4 
<211> 512 
<212> PRT 
<213> Baculovirus 



<400> 4 

Met Val Ser Ala He Val Leu Tyr Val Leu Leu Ala Ala Ala Ala His 

I 5 10 15 

Ser Ala Phe Ala Ala Glu His Cys Asn Ala Gin Met Lys Thr Gly Pro 

20 25 30 

Tyr Lys He Lys Asn Leu Asp He Thr Pro Pro Lys Glu Thr Leu Gin 

35 40 45 

Lys Asp Val Glu He Thr He Val Glu Thr Asp Tyr Asn Glu Asn Val 

50 55 60 

lie He Gly Tyr Lys Gly Tyr Tyr Gin Ala Tyr Ala Tyr Asn Gly Gly 
65 70 75 80 

Ser Leu Asp Pro Asn Thr Arg Val Glu Glu Thr Met Lys Thr Leu Asn 

85 90 95 

Val Gly Lys Glu Asp Leu Leu Met Trp Ser He Arg Gin Gin Cys Glu 
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100 105 HO 

Val Gly Glu Glu Leu He Asp Arg Trp Gly Ser Asp Ser Asp Asp Cys 

115 120 125 

Phe Arg Asp Asn Glu Gly Arg Gly Gin Trp Val Lys Gly Lys Glu Leu 

130 135 140 

Val Lys Arg Gin Asn Asn Asn His Phe Ala His His Thr Cys Asn Lys 
145 150 155 160 

Ser Trp Arg Cys Gly He Ser Thr Ser Lys Met Tyr Ser Arg Leu Glu 

165 HO 175 

Cys Gin Asp Asp Thr Asp Glu Cys Gin Val Tyr He Leu Asp Ala Glu 

180 185 19° 

Gly Asn Pro He Asn Val Thr Val Asp Thr Val Leu His Arg Asp Gly 

195 200 205 

Val Ser Met lie Leu Lys Gin Lys Ser Thr Phe Thr Thr Arg Gin He 

210 215 220 

Lys Ala Ala Cys Leu Leu lie Lys Asp Asp Lys Asn Asn Pro Glu Ser 
225 230 235 240 

Val Thr Arg Glu His Cys Leu lie Asp Asn Asp He Tyr Asp Leu Ser 

245 250 255 

Lys Asn Thr Trp Asn Cys Lys Phe Asn Arg Cys He Lys Arg Lys Val 

260 265 270 

Glu His Arg Val Lys Lys Arg Pro Pro Thr Trp Arg His Asn Val Arg 

275 280 285 

Ala Lys Tyr Thr Glu Gly Asp Thr Ala Thr Lys Gly Asp Leu Met His 

290 295 300 

He Gin Glu Glu Leu Met Tyr Glu Asn Asp Leu Leu Lys Met Asn lie 
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305 310 315 320 

Glu Leu Met His Ala His He Asn Lys Leu Asn Asn Met Leu His Asp 

325 330 335 

Leu lie Val Ser Val Ala Lys Val Asp Glu Arg Leu He Gly Asn Leu 

340 345 350 

Met Asn Asn Ser Val Ser Ser Thr Phe Leu Ser Asp Asp Thr Phe Leu 

355 360 365 

Leu Met Pro Cys Thr Asn Pro Pro Ala His Thr Ser Asn Cys Tyr Asn 

370 375 380 

Asn Ser He Tyr Lys Glu Gly Arg Trp Val Ala Asn Thr Asp Ser Ser 
385 390 395 400 

Gin Cys He Asp Phe Ser Asn Tyr Lys Glu Leu Ala He Asp Asp Asp 

405 410 415 

Val Glu Phe Trp He Pro Thr He Gly Asn Thr Thr Tyr His Asp Ser 

420 425 430 

Trp Lys Asp Ala Ser Gly Trp Ser Phe He Ala Gin Gin Lys Ser Asn 

435 440 445 

Leu He Thr Thr Met Glu Asn Thr Lys Phe Gly Gly Val Gly Thr Ser 

450 455 460 

Leu Ser Asp He Thr Ser Met Ala Glu Gly Glu Leu Ala Ala Lys Leu 
465 470 475 480 

Thr Ser Phe Met Phe Gly His Val Val Asn Phe Val He He Leu lie 

485 490 495 

Val He Leu Phe Leu Tyr Cys Met He Arg Asn Arg Asn Arg Gin Tyr 
500 505 510 
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